A pentaplex PCR was developed and optimised to detect the genes that encode the five most important putative virulence factors in Aeromonas isolates. It seems to be more efficient than previously reported techniques and promises to be a powerful tool for more accurate risk assessments and for monitoring pathogenic strains.
inhabitants of aquatic environments. However, some species have a broad host spectrum, causing intestinal and extraintestinal infections in humans, as well as furuncles, hemorrhagic septicaemia, and soft tissue infections in fish. In spite of the taxonomic expansion of the genus, which currently includes 25 species, only 3 species are of clinical importance in humans (3, 4, 5, 17, 20, 23, 25) . Interest in the pathogenicity of these microorganisms has become relevant due to their increasing implications in human diseases. The pathogenic mechanism of Aeromonas spp. has not yet been elucidated. Some studies have indicated that their pathogenicity could entail a complex mechanism involving multiple virulence factors, in which these bacteria attach to and colonise the lumen of the intestine and give rise to several enterotoxins (15, 20, 23, 30) . Moreover, no single virulence factor or combination of factors has been unequivocally correlated with virulence in the different species. Therefore, the continuous monitoring of several virulence factors in clinical, food, and environmental Aeromonas isolates remains an important tool in the understanding of both pathogenesis and epidemiology of Aeromonas infections. The detection of genes coding for bacterial adhesins, biofilm formation, and secreted enzymes, such as lipases, haemolytic enterotoxins, proteases, and nucleases has been considered a crucial step to ascertain the virulence potential of isolates (2, 7, 10, 19, 26, 27, 28, 29) .
In the last years, at least five different types of m-PCR have been described in the literature (11, 12, 22, 26, 28) . Some authors have described their own approach to detect simultaneously two or more virulence genes in Aeromonas and have employed it in drinking water isolates (12) , several kinds of food (11, 21, 22) , and fish (26) . In all of these publications, the isolates possessed a wide variety of virulence-related genes, suggesting the importance of examining as many isolates as possible to understand better the health risks posed by these bacteria (28) . These studies described results reviewed the array of virulence factors within the Aeromonas species and supported the notion that different combinations, patterns, or PCR amplifications of gcat, ast, alt, aerolysin/haemolysin, and lafA virulence genes were performed as previously described (supplementary Table) by Aguilera-Arreola et al. In previous studies, we demonstrated that the lafA, ast, alt, and aer/hem genes are the most frequent ones of clinical relevance in Aeromonas in Mexico and Spain (2) . There, the use of independent PCR amplifications was a good approach.
However, because of the large number of strains to be analysed in that study, a dot-blot hybridization assay was performed, and few discrepancies between the PCR and dot-blot detection 
